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(57) Water soluble enhancer substances, generally macromolecular in nature, for example globular proteins such as vobine 
serum albumin, and pk§!jSG|ggisg«-at^ as poly(vinyIbenzyltrimethylammonium chloride), which 

have the ability to inhibit light^itting fiuorophores are disclosed as permitting the stabilization, and hence increasing the 
light intensity, of such light-emitting fluorophores in aqueous media as compared to the intensity of the light emitted by the 
same quantities of such fluorophores in aqueous media in the absence of such enhancer substances. 
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FIELD OF TH F^ TWVgWTION 

This invention relates to improvcinents in the detectability 
of electromagnetic, including optically detectable, energy 
released by the decomposition of chemiluminescent chemical 
compounds in aqueous media. More particularly, this invention 
5 relates to enhanced detection of electromagnetic energy released 
by the decomposition of chemiluminescent compounds used to 
determine the presence, concentration or structure of a substance 
in an aqueous sample, particularly when such g^^naaaj^iFilPsfefen^^ 
cgnip:aulta^l^ali^^Si^^€o^d¥€e^ 

10 ^n cfiyiit^ra!ta^em- ^o€i^^ 

c^ctcpJ5^iii^d!-i'ffiiunoa&say^tli chemical assays or nucleic 

acid probe assays, or when they are used as direct 
chemical/physical probes for studying the molecular structures or 
microstructures of various macromolecules: synthetic polymers, 

15 proteins, nucleic acids and the like* 

HACKGROUWD OF THE INVENTION 

The decomposition of chemiluminescent chemical compounds to 
release electromagnetic, and especially optically detectable, 
energy usually luminescence in the form of visible light is 
20 veil known and understood. The incorporation of such light 
emitting reactants in art»recognized immunoassays, chemical 
assays, nucleic acid probe assays and chemical/physical probe 
techniques as the means by which the analyte, a substance whose 
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presence, amount or structure is being determined, is actually 
identified or quantified has assumed increasing importance in 
recent years, particularly with the advent of cnrymatically- 
cleavable 1,2-dioxetanes; see, for example, copending Bronstein 
U.S. patent application Serial Ho. 889,523, "Hethod of Detecting 
a Substance Using Enzymatically-Induced Decomposition of 
Dioxetanes", filed July 24, 1986? Bronstein et al U.S. patent 
application Serial No. 140,035, "Dioxetanes for Use in Assays'*, 
filed December 31, 1987 and Edwards U.S. patent application 
Serial No. 14 0,197, Synthesis of 1,2-Dioxetanes and Intermediates 
Therefor", filed December 31, 1987. 

Reactions that produce chemiluminescence exemplify yet 
another instance in which the medium, although not the message, 
can determine the intensity of the message transmitted. 
Chemiluminescent compounds that, upon decomposition in substances 
such as moderately polar or polar aprotic organic solvents, e.g., 
n-butanol, acetonitrile, dimethylsulfoxide or dimethylf ormamide, 
produce fluorophores that in turn emit light of adequate 
intensity for easy detection and quantitation will produce light 
of considerably lessened intensity when decomposed in a polar 
protic environment, and especially in aqueous media. But since 
all biological systems are aqueous ~ indeed, man himself is 97% 
water ~ the need to enhance the intensity of light produced by 
chemilxaminescent labels or substrates in immunoassays, nucleic 
acid probe assays, chemical/physical probe techniques and other 
bioassays is obvious. One way to provide such enhancement, of 
course, is to use expensive optical or electronic equipment: 
single photon counters, luminometers, scintillation counters, 
etc. The present invention provides a far less expensive yet 

2 
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equally effective vay of providing the needed light enhancement 
in aqueous media, and in sany cases provides enhanced light 
intensity to a degree which permits detection by simple, 
inexpensive means, such as vith a camera, instead of with complex 
5 detection instruments. 

The present invention also permits the detection of lesser 
concentrations of enalytes using the same quantities of 
chemiluminescent chemical compounds used in hitherto-practiced 
methods, and concomitantly permits the use of lessened amounts of 

10 chemiluminescent chemical compounds to detect the same 

concentrations of analytes as compared to those necessary in 
hitherto-practiced methods. By practicing this invention the 
intensity of light emitted by fluorophore decomposition products 
of chemiluminescent chemical compounds can be enhanced by a 

15 factor of at least 10%, but usually at least tenfold and 

oftentimes by factors of at least 100 to 1,000,000 times the 
intensities obtainable in aqueous media using the same 
chemiluminescent compounds in hitherto-^practiced methods. 

While we do not wish to be bound by any theory or mechanism 

20 advanced to explain the operation of this invention, we believe 
that our enhancer substances act in a polar protic environment, 
such as an aqueous medium, to bind fluorophore-containing 
fragments resulting from the decomposition of a cheniluminescent 
chemical compound and maintain such fragments in a stabilized 

25 conformation, possibly by hydrophobic or ionic interaction, or 
both, between the enhancer substance and the fluorophore- 
containing fragment. This we believe in turn inhibits the 
fluorophore from releasing all or a substantial part of its 
excitational energy through non-light emitting pathways: 
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vibrational relaxation in which energy is emitted as heat rather 
than light, intersystem crossing to other lover energy states , or 
other such sechanisms. 

SUMMARY OF THE IKVEKTIOK 

5 It has now been discovered that certain'awaW^s^s^o^iUuble 

gg^|^uj;aM^y-o^cu^^ , generally 

aacromolecular in nature, for example water soluble globular 
proteins that include hydrophobic regions: siasunalian seruro 
albumins such as bovine serum albiunin (BSA) and human serum 
10 albumin (HSA) , crr^wa<feer'^^*u!bi^^ 

<:«aa,ts^'->p0f ytVtfiyS^^ chl btide ) (TO5^)~or^ 

.pol-y [^iw!i^15eri2yl (ben chloride) ] (BDKS;) , 

permit the stabilization, and henceHncrfise "thiei ITflTt intensity/, 
^of'-'l-ight^emitrin^^ — j 
15 chem-ilrumi-nesGeTit"chi£i?i^l compounds— in^agueous-media^. Such 
chemiluminescent compounds include, but are not limited to, 
thermally, chemically, electrochemically and enzymatically 
plea?vabl'e'^rr2«^di0xetmnes7? acridinium esters; lucigenin, a dimer 
of N-substituted acridines; luciferin, and the like, and mixtures 
20 of such chemiluminescent compounds with each other and with one 
or more auxiliary fluorophores, e.g., fluorescein, that accept 
energy from energy-emitting fluorophores produced by the 
decomposition of chemiluminescent compounds and in turn emit 
detectable energy. By virtue of the presence of effective 
25 amounts of an enhancer substance or substances the Intensity of 
the light emitted in aqueous medium by the thus-stabilized 
fluorophores is increased significantly as compared to the 

4 
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intensity of light emitted by the Bane quantities of fluorophores 
in the absence of such enhancers. 

It is I therefore, an object of this invention to provide 
improvements in the detectability of electromagnetic, e.g., 
5 optically detectable, energy released by the decomposition of 
chemiluninescent chemical compounds in aqueous media. 

Another object of this invention is to provide means for 
enhanced detection of electromagnetic, e.g., optically 
detectable, energy released by the decomposition of 

10 chemiliuninescent chemical compounds used to detect the presence 
or determine the concentration or structure of a substance in an 
aqueous sample. 

A further object of this invention is to provide 
improvements in the detectability of electromagnetic, e.g., 

15 optically detectable, energy released by the decomposition of 

chemiluminescent chemical compounds used to detect the presence 
or determine the concentration of chemical or biological 
substances by art»recognized immunoassay, chemical assay or 
nucleic acid probe assay techniques. 

20 A still further object of this invention is to provide 

improvements in the detectability of electromagnetic, e.g., 
optically detectable, energy released by the decomposition of 
chemiluminescent chemical compounds for studying molecular 
structures or microstructures. 

25 Yet another object of this invention is to provide aqueous 

compositions comprising water soluble naturally-occurring and 
synthetic enhancer substances vhich enable the stabilization, and 
hence increase the light intensity, of light<-emitting 
fluorophores produced by the decomposition of chemiluminescent 
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chemical compounds in aqueous media* 

These and other objects r as well as the nature, scope and 
utilization of this invention, will become readily apparent to 
those skilled in the art from the following description, the 
5 drawings and the appended claims. 

BRIEF DBSCRIPTIOK OF THE DRAWINGS 

FIG. 1 shows plots of the luminescense intensity signals 
obtained in the TSH assays of Example 46 performed in the 
presence (Curve "A*') and absence (Curve "B") of BSA. 

10 FIG. 2 shows plots of the light emission resulting from the 

decomposition of the acridiniiun ester used to detect the Anti* 
TSH-IgG of Example 47 in the absence ("Control) and presence 
("Enhanced") of a BDMQ/f luorescein disodium salt enhancer. 

FIGS. 3-5 show the luminescence rate spectra of the emitting 

15 dioxetane fragment with and without enhancer: evaluated in 

Example 4 (0.1% BDKQ; FIG. 3) and Example 7 (1.0% BSA; FIG. 4), 
together with the luminescence rate spectrum of Example 30 *s 
buffer control (FIG. 5) . 

FIG. 6 shows a plot of Relative Turner Units (RTU) versus 

20 alkaline phosphatase concentration for the various systems of 
Example 48. 

FIGS. 7 and 8 are reproductions of the photographs described 
in Example 49 taken of a siibstrate solution without (FIG. 7} and 
with (FIG. 8) BSA enhancer. 



6 
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DETAmiD PgSCRIPTION OF THE YKVENTIOK 

The enhancer substances used in practicing this invention 
are water soluble naturally-occurring or synthetic aaterials 
which can provide a hydrophobic nicroenvironnent of reduced 
5 polarity for fluorophore-containing fragments resulting from the 
decomposition of a chemilxuninescent chemical compound contained 
in a polar medium, i.e., a medium consisting of water as a 
solvent or a mixture of water and other largely or entirely polar 
substances, such as methanol, acetonitrile, dimethylsulf oxide, 

10 dimethyl formamide, or the like. 

As noted above, included among such enhancer substances are 
macromolecular globular proteins, generally ones having molecular 
weights ranging from about 1000 to about 600,000 daltons, and 
preferably from about 4 0,000 to about 100,000 daltons, as 

15 determined by SDS gel electrophoresis, that include hydrophobic 
regions: mammalian serum albumins such as BSA, H5A, AFP and the 
like; globular proteins such as mammalian IgG, Ig£, Protein A, 
avidins, and the like; senim lipoproteins, apolipoproteins, 
and the like. 

20 Synthetic oligomeric or polymeric enhancer substances that 

can be used in practicing this invention include, first of all, 
water soluble poly (vinylaryl quaternary ammonium salts), such as 
the poly (vinylbenzyl quaternary ammonium salts) having the 
formula: 



7 
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(I) 



In this formula each of R^, ^3 ^ straight or 

branched chain unsubstituted alkyl group having fros 1 to 20 
carbon atoms, inclusive, e.g., methyl, ethyl, n-butyl, t-butyl, 
cetyl, or the like; a straight or branched chain alkyl group 
having from 1 to 20 carbon atoms, inclusive, substituted with one 
or more hydroxy, alkoxy, e.g., methoxy, ethoxy, benryloxy or 
polyoxethylethoxy, aryloxy, e.g., phenoxy, amino or substituted . 
amino, e.g., methylamino, amido, e.g., acetamido or cholestery- 
loxycarbonylamido, or fluoroalkane or fluoroaryl, e.g., 
heptafluorobutyl, groups, an unsubstituted monocycloalkyl group 
having from 3 to 12 ring carbon atoms, inclusive, e.g., 
cyclohexyl or cyclooctyl, a substituted monocycloalkyl group 
having from 3 to 12 ring carbon atoms, inclusive, substituted 
vith one or more alkyl, alkoxy or fused benzo groups, e.g., 
methoxycyclohexi'l or 1,2,3,4-tetrahydronaphthyl, a polycycloalkyl 
group having 2 or more fused rings, each having from 5 to 12 
carbon atoms, inclusive, xinsubstituted or substituted vith one or 
more alkyl, alkoxy or aryl groups, e.g., l-adamantyl or 3-phenyl- 
1-adamantyl, an aryl, alkaryl or aralkyl group having at least 
one ring and from 6 to 20 carbon atoms in toto . unsxibstituted or 
substituted vith one or more alkyl, aryl, or fluoroalkane or 
fluoroaryl groups, e.g., phenyl, naphthyl, pentaf luorophenyl , 
ethylphenyl, benzyl, hydroxybenzyl , phenylbenzyl or 



B 
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dehydroabietyl ; at least two of R^* R2 ^3' together with the 
quaternary nitrogen atom to which they arc bonded, can form a 
saturated or unsaturated, unsubstituted or substituted nitrogen- 
containing, nitrogen and o>rygen*containing or nitrogen and 
5 sulfur-containing ring having fros 3 to 5 carbon atoms, 

inclusive, and 1 to 3 heteroatoms, inclusive, and which aay be 
benzoanylated, e.g., l-pyridyl,l-(3-al)cyl or 

aralkyl)iinidazoliuin, iDorpholino, piperidino or acylpiperidino, 
benzoxazole, benzthiazole or benzanidazole. 

10 The symbol X* represents a counterion which can include, 

alone or in combination, moieties such as halide, i.e., fluoride, 
chloride, bromide or iodide, sulfate, alkylsulfonate, e.g., 
methyl sulfonate, arylsulf onate, e.g., p-toluenesulfonate, 
substituted arylsulf onate, e.g., anilinonaphthylenesulfonate 

15 (various isomers) , lucifer yellow CH and diphenylanthracene- 
sulfonate, pcrchlorate, alkanoate, e.g., acetate, 
arylcarboxylate, e.g., fluorescein or fluorescein derivatives, 
benzoheterocyclicarylcarboxylate, e.g., 7-diethylamino-4- 
cyanocoumarin-3-carboxylate, phosphate, or substituted 

20 monoaryloxyphosphate, e.g., a 3-(2«-spiroadamantane)-4-methoxy- 
(3"-phosphoryloxy)phenyl-l,2-dioxetane dianion or other dianions 
indicated in formula III, inLcfi* 

The symbol n represents a number such that the molecular 
weight of such poly (vinylbenzyl quaternary ammonium salts) will 

25 range from about 800 to about 200,000, and preferably from about 
20,000 to about 70,000, as determined by intrinsic viscosity or 
lALLS techniques. 



9 
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These vinylbenzyl quaternary amxconiu© salt polymers can be 
prepared by Iree radical polymerization of the appropriate 
precursor monomers or by eachaastive alkylation of the 
corresponding tertiary amines with polyvinylbenzyl chloride. 
This same approach can be taken using other polymeric alkylating 
agents such as chloromethylated polyphenylene oxide or 
polyepichlorohydrin. The same polymeric alkylating agents can be 
used as initiators of oxazoline ring^opening polymerization, 
which, after hydrolysis, yields polyethylene imine graft 
copolymers. Such copolymers can then be quatemized, preferably 
vith aralkyl groups, to give the final polymeric enhancer 
substance. 

Water soluble acetals of a polyvinylalcohol and a 
forr.ylbenzyl quaternary annoniun salt, having the formula: 



wherein each R4 is the same or a different aliphatic substituent 
and X2 is an anion, as disclosed and claimed in Bronstein-Bonte 
et al U.S. Patent No. 4,124,388, can also be used as enhancer 
substances in practicing this invention. And, the individual 
vinylbenzyl quaternary ammonium salt monomers used to prepare the 
poly(vinylbenzyl quaternary ammonixim salts) of formula I above 
can also be copolymerized with other vinylbenzyl quaternary 




(II) 



10 
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asufionixun salt nononers whose polymers are depicted in foxiDula Z, 
or with other ethylenically unsaturated ©onomers having no 
quaternary amiDoniuiD functionality, to give polymers such as those 
disclosed and claimed in Land et al U.S. Patent No. 4,322, 489; 
5 Bronstein-Bonte et al U.S. Patent No. 4,340,522, Land et al U.S. 
Patent No. 4,424,326; Bronstein**Bonte et al U.S. Patent No* 
4,503,138 and Bronstein*-Bonte U.S. Patent No. 4,563,411, all of 
which polymers can also be used as enhancer substances in 
practicing this invention. Preferably these quaternized polymers 
10 will have molecular weights within the ranges given above for the 
poly (vinylbenzyl quaternary ammonium salts) of formula I. 

Other water solxible oligomeric, homopolymeric and 
copolymeric materials can be used as enhancer substances in 
addition to or instead of the foregoing polymers, including: 
15 -poly-N-^vinyl oxazolidinones; 

-polyvinyl carbamates (e.g., polyvinyl propylene carbamate); 
-polyhydroxyacrylates and methacrylates [e.g., poly(^* 
hydroxyethyl)methacrylBte and polyethyleneglycol 
monomethacrylates] ; 
20 -amine-containing oligomers (e.g., Jef famines) quaternized 

with al)cylating or araDcylating agents; 

•synthetic polypeptides (e.g., polylysine £q 
phenylalanine) ; 

-polyvinylaDcylethers (e.g., polyvinyl methyl ether); 
25 'polyacids and salts thereof [e.g., polyacrylic acids, 

polymethacrylic acids, polyvinylbenzoic acid, polyethylene- 
sulfonic acid, polyacrylamidomethylpropanesulfonic acid, 
polymaleic acid and poly(N-vinyl succinamidic acid)]; 

11 
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-polyacrylaoides and polymethacrylamides derived from 
anuDonia or cyclic and acyclic primary or secondary amines; 

••polyvinyl alcohol and polyvinyl alcohol copolymers with 
vinyl acetate, ethylene and the like? 
5 -poly 3- or 4-vinylpyridinium salts where the 

heterocyclic nitrogen atom is bonded to a group as defined for Ki 
^2 ^3 formula I above; 

-polyvinylalkylpyrrolidinones (e.g., polyvinylmethyl- 
pyrrol idlnones) ; 

10 -polyvinylalkyloxazolidones (e.g., polyvinylmethyloxazoli- 

dones) ; 

-branched polyethyleneimines, acylated branched 
polyethyleneimines, or acylated branched polyethyleneimines 
further quaternized with alkyl or aralkyl groups; 
15 -poly N-vinylamines derived from ammonia or cyclic and 

acyclic primary or secondary amines, and salts thereof; 
-polyvinylpiperidine ; 

-polyacryloyl, polymethacryloyl or 4-vinylbenzDyl aminimides 
where the three siibstituents on the positively charged nitrogen 
20 atom may be any of the R^, R2 ^2 groups defined in formula I 
above. 

Here too, these oligomeric or polymeric enhancer substances 
preferably will have molecular weights within the ranges given 
above for the poly(vinylben2yl quaternary ammonium salts) of 
25 formula I. 

Water soluble monomeric quaternary soaps whose nitrogen atom 
has at least one benzyl substituent and in which the remaining 
nitrogen substituents correspond to the definitions given for R^, 
R2r R3 and X in formula I, suora . e.g., 

12 
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cetyldinethylbenzylamnoniuin chloride or cetyldibenzylmethyl 
asuaoniujD bromide, can also be used as enhancer substances when 
practicing this invention. 

The amount of enhancer substance or mixture of enhancer 
5 substances employed when practicing this invention can vary 
within wide limits depending on the particular enhancer 
substance (s) chosen, the amount and type of chemilumineseent 
compound (8) present, etc. For example, certain enhancers, such 
as B5A, exhibit an optimum concentration, depending primarily on 

10 the chemilumineseent compound present, beyond which the addition 
of further amounts of the ^enhancer produces no further increase 
in light intensity. Other enhancers, such as TMQ, provide 
increased enhancement with increasing concentration* In general, 
however, amounts of enhancer substance ranging from about 0*01% 

15 to about 25%, and preferably from about 0.1% to about 5%, based 
on the weight of enhancer divided by the weight of aqueous 
medium, will be employed. 

Any chemiluninescent chemical compound that (1) can be 
induced to decompose to yield a moiety in an excited state, such 

20 moiety having a heteropolar character that makes it susceptible 
to environmental effects, and particularly to dampening or 
diminution of luminescence in a polar protic environment, and 
that (2) is usable to determine the presence, concentration or 
structure of a substance in a polar protic environment, 

25 particularly a substance in an aqueous sample, can be used in 
practicing this invention. 

1,2-Dioxetanes such as the enzymatically-^cleavable 
dioxetanes disclosed and claimed in the aforementioned copending 
Bronstein, Bronstein et al and Edwards applications and their 

13 
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tiiennally, chemically and clectrochettically cleavable analogs 
form one class of usable che&iliuninescent chemical compounds. 
These l,2*dioxetanes can be represented by the general formula: 



In this formula T is an unsubsituted or substituted cycloalkyl, 
aryl, polyaryl or heteroaton group, e.g,, an unsubstituted 
cycloalkyl group having from 6 to 12 ring carbon atoms, 
inclusive? a substituted cycloalkyl group having from 6 to 12 
ring carbon atoms, inclusive, and having one or more substituents 
which can be an alkyl group having from 1 to 7 carbon atoms, 
inclusive, or a heteroatom group which can be an alkoxy group 
having from 1 to 12 carbon atoms, inclusive, such as methoxy or 
ethoxy, a substituted or unsubstituted aryloxy group, such as 
phenoxy or carboxyphenoxy, or an alkoxyalkyloxy group, such as 
methoxyethoxy or polyethyleneoxy, or a cycloalkylidene group 
bonded to the 3-carbon atom of the dioxetane ring through a spiro 
linkage and having from 6 to 12 carbon atoms, inclusive, or a 
fused polycycloalkylidene group bonded to the 3-carbon of the 
dioxetane ring through a spiro linkage and having two or more 
fused rings, each having from 5 to 12 carbon atoms, inclusive, 
e.g., an adamant*2*ylidene group. 

The symbol Y represents a light-emitting f luorophore-forming 
fluorescent chromophore group capable of absorbing energy to form 
an excited energy state from which it emits optically detectable 
energy to return to its original energy state. 

14 
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The symbol X2 represents hydrogen or an alkyl, aryl, 
aralkyl, alXaryl, heteroalkyl, heteroaryl, cycloalkyl or 
cycloheteroalkyl group, e.g., a straight or branched chain alkyl 
group having from 1 to 7 carbon atoms, inclusive; a straight or 
5 branched chain hydroxy alkyl group having from 1 to 7 carbon 
atoms, inclusive, or an ^OR group in vhich R is a C^^C^o 
unbranched or branched, unsubstituted or si2bstituted, saturated 
or unsaturated alkyl, cycloalkyl, cycloalkenyl, aryl, aralkyl or 
aralkenyl group, fused ring cycloalkyl, cycloalkenyl, aryl, 

10 aralkyl or aralkenyl group, or an O or S hereto atom* 

containing group, or an enzyme^cleavable group containing a bond 
cleavable by an enzyme to yield an electron^rich moiety bonded to 
the dioxetane ring. Preferably X2 is a methoxy group. 
The symbol Z represents hydrogen (in vhich case the 

15 dioxetane can be thermally cleaved via rupture of the oxygen* 
oxygen bond) , a chemically cleavable group such as a hydroxy 1 
group, an alkanoyl or aroyl ester group, or an alkyl or aryl 
silyloxy group, or an enzyme-cleavable group containing a bond 
cleavable by an enzyme to yield an electron*rich moiety bonded to 

20 the dioxetane ring, e.g., a bond vhich, vhen cleaved, yields an 
oxygen anion, a sulfur anion or a nitrogen anion, and 
particularly an amido anion such as a sulfonamide anion. 

One or more of the substituents T, X2 and Z can also include 
a substituent vhich enhances the vater soliibility of the 1,2-* 

25 dioxetane, such as a carboxylic acid, sulfonic acid or quaternary 
amino salt group, at least one of X2 and Z, and preferably Z, is 
an enzyme-cleavable group, and preferably an enzyme*cleavable 
phosphate ester group, and X2 and Y together can represent a 
fused fluorescent chromophore group bonded to the 4-'Carbon atom 

15 
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Of the dioxetane ring through a spiro linkage, e.g., one having 
the general formula: 




(IV) 

5 In this fomula X3 Is c'^ , - O - S • or 

-KR9, where each of R7, R3 and R9, independently, is hydrogen, a 
branched or straight chain alkyl group having 1 to 20 carbon 
atons, inclusive, e.g., aethyl, n-butyl or decyl, a branched or 
straight chain heteroalkyl group having 1 to 7 carbon atons, 

10 inclusive, e.g., methox^*, hydroxyethyl or hydrox>T5ropyl ? an aryl 
group having 1 or 2 rings, e.g., phenyl? a heteroaryl group 
having 1 or 2 rings, e.g., pyrrolyl or pyrazolyl; a cycloalkyl 
group having 3 to 7 carbon atODs, inclusive, in the ring, e.g., 
cyclohexyl; a heterocycloalkyl group having 3 to 6 carbon atoms, 

15 inclusive, in the ring, e.g., dioxane; an aralkyl group having l 
or 2 rings, e.g., benzyl; an ftlkaryl group having 1 or 2 rings, 
e.g., tolyl? or an enzyme-cleavable group as defined above; and 
each R5, independently, can be hydrogen; an electron-vithdraving 
group, such as a perfluoroalkyl group having between 1 and 7 

20 carbon atocs, inclusive, e.g., trifluoronethyl? a halogen; CO2H, 
Z1CO2H, SO3H, NO^r 2iN02r C«N, Or Z^c-N, Where 2i is a branched 
or straight chain alkyl group having 1 to 7 carbon atoas, 
inclusive, e.g., methyl, or an aryl group having 1 or 2 rings, 
e.g., phenyl; an electron-donating group, e.g., a branched or 
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Straight chain C^^Cy alkoxy group, e.g., methoxy or ethoxy; an 
aralkoxy group having 1 or 2 rings, e.g., phenoxy; a branched or 
straight chain C^-Cj hydroxyalkyl group, e.g., hydroxynethyl or 
hydroxyethyl ; a hydroxyaryl group having 1 or 2 rings, e.g., 
5 hydroxyphehyl; a branched or straight chain alkyl ester 

group, e.g., acetate; or an aryl ester group having 1 or 2 rings, 
e.g., benzoate; a heteroaryl group having 1 or 2 rings, e.g., 
benzoxazole, benzthiazole, benzinidazole or benztriazole; or 
hydrogen or an enzyne-cleavable or chemically cleavable group Z 

10 as defined herein, with at least one of being Z. Furthermore, 
all of the R5 groups together can form a ring which can be 
substituted or unsubstituted , and one or more of the substituents 
T, X2 and Z can also include a substituent vhich enhances the 
water solubility of the 1,2-diDxetane, such as a carboxylic acid, 

15 sulfonic acid or quaternary amino salt group. 

Included among the substances whose residues can be present 
in such 1,2-dioxetanes as fluorescent chromophore (Y or < J ) 

20 ^Z 
groups are: 

-anthracene and anthracene derivatives, e.g., 9,10- 
diphenylanthracene, 9-methylanthracene, 9-'anthracene 
carboxaldehyde, anthrylalcohols and 9-phenylanthracene; 
25 -rhodamine and rhodamine derivatives, e.g., rhodols, 

tetramethyl rhodamine, tetraethyl rhodamine, diphenyldimethyl 
rhodamine, diphenyldiethyl rhodamine and dinaphthyl rhodamine; 

-fluorescein and fluorescein derivatives, e.g., 5- 
iodoacetamido fluorescein, 6-iodoacetamido fluorescein and 
30 f luorescein-5->oaleimide ; 
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-coumarin and coiainarin derivatives, e.g., 7-dialkylainino-4- 
methylcoumarin, 4-broiDOinethyl*7-iDethoxycoumarin and 4- 
broinoiDethyl-7-hydroxy coumarin? 

-^ezythrosin and erythroein derivatives, e.g., hydroxy 
5 erythrosins, erythro6in-5«*iodoacet amide and erythrosin-5- 
sialeinide; 

-aciridine and aciridine derivatives, e.g., hydroxy 
aciridines and 9*]Dethyl aciridine; 

-pyrene and pyrene derivatives, e.g., N-(l-pyrene) 
10 iodoacetaoide, hydroxy pyrenes and l-pyrenemethyl iodoacetate; 
-stilbene and stilbene derivatives, e.g., 6,6'- 
dibronostilbene and hydroxy stilbenes; 

-naphthalene and naphthalene derivatives, e.g., 5- 
diiDethylanino naphthalene-l-sulfonic acid and hydroxy 
15 naphthalenes; 

-nitrobenzoxadiazoles and nitrobenzoxadiazole derivatives, 
e.g., hydroxy nitrobenzoxadiazoles, 4-chloro-7-nitrobenz-2-oxa- 
1,3-diazole, 2*(7-nitrobenz-2-oxa-l,3-diazol-4-yl) 
aethylaminoacetaldehyde and 6- (7-nitrobenz-2-oxa-l, 3-diazol-4-yl- 
20 aminohexanoic acid; 

-ijuinoline and guinoline derivatives, e.g., 6- 
hydroxy gu incline and 6-aininoguinoline; 

•acridine and acridine derivatives, e.g., N-methylacridine 
and N-phenylacridine; 
25 -^acidoacridine and acidoacridine derivatives, e.g., 9- 

nethylacidoacridine and hydroxy*9-2nethyl acidoacridine; 

-carbazole and carbazole derivatives, e.g., N- 
aethylcarbazole and hydroxy-N-methylcarbazele; 

18 
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-fluorescent cyanines, e.g., DCM {a laser dye), hydroxy 
cyanines, l,6-diphenyl-l,3,5-hexatricne, !•( 4 -dimethyl 
aininophenyl)*6-phenylhexatriene and the corresponding 1,3- 
butadienes; 

5 -carbocyanines and carbocyanine derivatives, e.g., 

phenyl carbocyanine and hydroxy carbocyanines; 

-pyridiniua salts, e.g., 4 (4-dialkyldiaininostyryl>N-iDethyl 
pyridiniiun iodate and hydroxy-substituted pyridinitin salts; 
<*oxonol8; and 

10 -resorofins and hydroxy resorofins. 

When using an enzymaticallycleavable 1,2-dioxetane, 
cleavage can be accomplished using an enzyme such as an alkaline 
phosphatase that will cleave a bond in, for example, a Z 
Bubstituent such as a phosphate ester group to produce a Y anion 

15 in a charge transfer state that will, in turn, destabilize the 
dioxetane and cleave its oxygen-oxygen bond. Cleavage can also 
be accomplished by using an enzyme such as an oxidoreductase 
enzyme that will cleave the oxygen-oxygen bond directly; see the 
aforementioned Bronstein and Bronstein et al pending U.S* patent 

20 applications. 

Besides a phosphate ester group, Z in formulas III and IV 
above can be an enzyme-cleavable alkanoyloxy group, e.g., an 
acetate ester group, or an oxacarboxylate group, l**phospho-2,3- 
diacylglyceride group, 1-thio-D-glucoside group, adenosine 

25 triphosphate analog group, adenosine diphosphate analog group, 

adenosine monophosphate analog group, adenosine analog group, o- 
D-galactoside group, p-D-galactoside group, o-D-glucoside group, 
p-D-glucoside group, o-D-mannoside group, /S-D-aannoside group, 
D-fructofuranoside group, p-D-glucosiduronate group, p- 
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toluenesulfonyl-L-arginine dye ester group or p-toluenesulfonyl- 
Ii-arginine dye anide group. 

Preferred enryaatically-cleavable 1,2-dioxetanes for use in 
practicing this invention are the 3-(2»-spiroadaiDantane)-4- 
»ethoxy4 - (3 ••phosphoroyloxy) phenyl-1 , 2-dioxetane salts 
represented by the formula: 

a — 



(V) 



wherein represents a cation such as alkali metal, e.g., sodium 
or potassiuc, ariaoniuK, or a C2-C7 alkyl, eralkyl or aromatic 
quaternary' arisoniuE cation, NCRs)^-*- in which each R5 can be 
al>:yl, e.g., methyl or ethyl, aralkyl, e.g., benzyl, or form part 
of a heterocyclic ring systec, e.g., pyridinium, and particularly 
the disodium salt. 

Another class of chemiliaiinescent compounds usable vhen 
practicing this invention includes acridinium esters or the 
phenanthradiniuE derivatives in which a phenoxycarbonyl group is 
present in the 9 -position on an N-substituted acridine moiety, 
e.g., those having the general formula: 




(VI) 



wherein R^o for example, a Cj-Ciq straight or branched chain 
alkyl or alkoxy group; an aryl group, preferably one having a 
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single aryl ring, e.g., phenyl; an amino group; a hydroxyl group, 
a carbonyl-containing group; e*g., an acetyl* group, or a 
carboxylic acid or ester group; Rj^^ can be any of R^O' hydrogen; 
a fused benzo ring, or a group suitable for conjugation to 
5 proteins or nucleic acids, e.g., an isothiocyanate group, an 
hydroxysuccininide ester group, biotin or avidins, and X4 is a 
counterion which can include, alone or in coiobination, a halide, 
sulfate, alkylsulfonate, arylsulfonate, substituted arylsul* 
fonate, perchlorate, alkanoate, arylcarboxylate, heteroaryl- 
10 carboxylate, phosphate or substituted aonoaryloxyphosphate 
moiety, an anionic oligomer or an anionic homopolyzner or 
copolymer. 

These acridinium esters, in the presence of a peroxide such 
as hydrogen peroxide and an alkaline substance, e.g., sodium 

15 hydroxide or potassium hydroxide, chemiltminesce from the excited 
state of the N-substituted acridone formed by cleavage of the 
phenoxy ester portion of the molecule. 

One or more auxiliary fluorophores extraneous to the light- 
emitting fluorophores produced by the decomposition of the 

20 chemiluminescent compound (s) also present that will accept 
energy, especially light, from energy-emitting fluorophores 
produced by the decomposition of the chemiluminescent compound (s) 
and in turn emit detectable energy, again preferably light, can 
be used when practicing this invention. Among the auxiliary 

25 fluorophores that can be used, alone or in combination, are the 
substances listed above whose residues can be present in 1,2- 
dioxetanes as fluorescent chromophore groups. Fluorescein and 
fluorescein derivatives, including derivatives capable of 
establishing a covalent bond with the enhancer substance, are 

21 
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especially preferred for use as the auxiliary fluorophore(5) . 

These axixiliary fluorophores can simply be admixed with the 
enhancer siobstaneefs} and cheniluninescent compound (s) or bonded 
to either or both of these materials. Phycobiliproteins 
5 represent a naturally-occurring class of enhancer molecules in 
which a fluorophore is covalently bonded to a protein* When the 
auxiliary fluorophore is bonded to a chemiliuninescent compound, 
it is preferably bonded to the portion of the chemiliminescent 
compound that, upon decomposition, forms a fragment containing 

10 the fluorophore portion of the chemiluminescent compound's 

molecule. In this way energy transfer is enhanced due to the two 
fluorophores being in close proximity to one another. Auxiliary 
fluorophores that are insoluble or partially insol%2ble in aqueous 
medium can be solubilized by first grafting them onto 

15 solubilizing molecules, e.g., water soluble oligomer or polymer 
molecules. 

When admixed with the enhancer substance (s) and 
chemiluminescent compounds (s) , the amount of auxiliary 
fluorophore present used can range from about 1 ng (nanogram) /mL 
20 to about 10 mg/mL of enhancer-containing solution, and preferably 
from about 1 $ig/jDL to about 100 pg/mL of enhancer-containing 
solution. 

When auxiliary fluorophores covalently attached to proteins 
are used, the molar ratio of fluorophore to protein can range 
25 from 1 to 60, and preferably (e.g., for BSA) from 1 to 6, per 
molecule of protein* 

\This -^wention-~iB~partietfrar^ useful~when cbnductingT 
^immunoassays— such^as'^thro^ employed to detect an enzyme or a ^ 
member-of-a-"Speci-f ic-bimilng^ pair, c^.g. , an antigen^antibody pair 

22 
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oii^-^'^OTtifSfr^ Such assays include 

immunoassays used to detect a honnone such as ^•h\iBan chorionic 
gonadotropin (^-bCG) , thyroid stimulating hormone (TSH) , follicle 
5 stimulating hormone (FSH) , luteinizing hormone (Ui) or the like, 
cell surface receptor assays, and nucleic acid assays used to 
detect viruses, e.g., HIV or HTLV III and cytomegalovirus, or 
bacteria, e.g., E.Coli. , and histocompatibility assays; for 
typical assay protocols see the working examples, iniXAf as well 

10 as the aforementioned Bronstein and Bronstein et al U.S. patent 
applications. The invention can also be used in assays for a 
chemical analyte, such as potassium or sodium ions, or in assays 
for substances such as cholesterol or glucose in which the 
analyte is caused to decompose, for example using an enzyme such 

15 as cholesterol oxidase or glucose oxidase, to form a substance, 
e.g., hydrogen peroxide, capable of causing the chemiluminescent 
compound to decompose. 

In order that those skilled in the art can more fully 
understand this invention, the following examples are set forth. 

20 These examples are given solely for purposes of illustration, and 
should not be considered as expressing limitations unless so set 
forth in the appended claims. 

EXAMPLES 1 > 4S 

The enhancer substances listed in Table I below, in which 
25 all parts and percentages are by weight, unless otherwise stated, 
were evaluated for their light intensity-enhancing properties by 
dissolving the appropriate amount of enhancer in 0.05 K carbonate 
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buffer solution containing i &K nagnesiun chloride (pH » 9.5) to 
give the noted concentrations. To 1 si samples of each of the 
resulting solutions (including the control. Example 31, 
containing no enhancer) there was then added sufficient 3-(2'- 
5 spiroadamantane) -4-inethoxy-4- ( 3"-phosphoryloxy) phenyl-1 , 2- 

dioxetane disodium salt, dissolved in the sane carbonate buffer 
solution used to dissolve the enhancer, to give a final 
concentration of this chemi luminescent compound of 0.125 mH. The 
resulting solutions vere then eqpiilibrated to 30'C, after which 

^ ^^ei^| ^gg ^ncenfe^gaife d'en?!ief^^ Itaninescence signal 

of each solution was then measured at 30*C in a Turner 20 £ 
Luminometer integrating over twenty minutes. Successful 
enhancers or amounts of enhancer vere those that gave an 
15 enhancement factor greater than 1 (i.e., greater than that of the 
sample, Example 30, containing the chemi luminescent compound but 
no enhancer) • 
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Table 1 




Enhancer 
Concentration 


Enhancement 
factor 


0.t% IDKO ♦ fluoroftccfn^ 


298.891032 


IDIlCAC^ ^ fluorticttn^ 


US.6AS8SS 




19.026097 


0.1X IDMO 


18.422605 


0.251 TKQ 


7.194016 


0 . IX ISA 


5.172073 


1 . OX ISA 


4.790837 


0 . IX TNO 


4.47S993 


0. IX IDMCAC 


2.874500 


1.0X PolyMAPTAc' 


2.384163 


1.0 ^VP K-90^ 


2.034744 


0.01i<s/oil fluorescein tlone 


C m Qv hT cv 


1 .OX PEOX' 


1 .454102 


1.DX «-30* 


1 .419595 


1 .OX Polybrene^ 


1.391839 



0.0lM8/»l Fluorescein edded. 
•enxyldi»ethylcetyli»monf u« chloride; TCI. 

Poly»ethicryle«fdopropyltne»ethyl immonfu* chloride; 
f olyscf cnce* 

Polyvinylpyrrolidone; CAF. 
Polyethyloxexoline; Oow Che»fcel Co. 
Polyvinyl pyrrolldi none; CTAF. 

1,5-DlBethyl* 1 ,S-dieze-undeceBethy lene 

poly»ethobrofnide; Aldrich. 
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Enhancer Enhancement 
Example Concentration Factor 



16 


O.IX Protein A* ♦ fluorttcefn 


1 


.391196 


17 


I.Ot Pll 1000^ 


1 


.262907 


16 


1.0X PoiroK M-BO^^ 


1 


.167327 


19 


0.1X PolyKAPIAC 


1 


.140866 


20 


O.IX Polybrene 


1 


.139414 


21 


0»1X PVP K-30 


« 

1 


. 1 I £ d I ^ 


22 


0.1% PVf> r-90 


1 


. 091996 


21 


0.1X Kclcoftol AlQin" 


1 


.084700 


24 


0.1X Kelco $CS Xl" 


1 


. 077093 


25 


0.1% Plwronic n27^' 


1 


. 076141 


26 


1.0% Polyox U-10^* 


1 


.045022 


27 


1.0% relco $CS XL 


1 


.043893 


28 


0.1% PlOX 


1 


.025682 


29 


0.1% Pll 1000 


1 


.0239S4 


8 


$t«phylecoceus-der i vtd; Si ona. 






9 


PolyethylenefRine; Dow Chtvlcat Co. 






10 


Pelytthyltntoxfdc. Union Cirtide Corp. 




11 


AlBinU ocid (aod«u» tilt); Herek. 






12 


Sodium cellulose eulfete; Merck. 






13 


Polyethylenepropylene glycol; iASr 


Uyendotte . 


U 


Pelyoxezol f ne; Oov ChemUel Co. 
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Example 

30 

51 

32 

33 

34 

35 

36 

37 

36 

39 



Enhancer 
CQncentiration 



tuffer solution olene 
(no •nhancer) 

1,0X PluronU fM7 

0.1X 18-crown-6 tther 

C. IX Cum Chatt i 

O.lt Protefn A 

0.11 PVKP^^ 

0.1X rolyox 

0.1X >»elyex H-IO 

1 .OX PEC^* 

1 .OX 1B-crown-6 •ther 



IS 



1«0X Kticosol Atgln 



19 



Enhancement 
Factor 



1.00000 

0.959475 

0.9S3DS4 

0.946U2 

0.940106 

0.933433 

0.930673 

0.907269 

0.893920 

0.871326 

0.786052 



15 1.4,7.10,15,1i-hejitox8cyclooct8dectne; Aldrlch. 

16 Cat. No. C0378; Slgna. 

17 Polyvfnylhydrofienphthilote; Castasn Kodak 5527. 

18 9olyethyltne olyeot. aotteultr ntlo^t 8000, 
for bUlogUtl w»e, f21S9; $i0ir.6. 

Alginatt; Keleo Co. 
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pxaimple 



Enhancer 
Concentration 



Enhancement 
Factor 



41 
42 
43 
44 
45 



KOX CuA Chfttti 
1.0X Potyox H-501 

1 .01 PVKP 



0.76S806 
0.7S1I53 
0.5S&062 
0.523686 
0.029226 



20 
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The light emission spectra of the samples of Examples 4, 7 
and 30 are shown in FIGS. 3, 4 and 5, respectively, with light 
intensity being measured on the abscissa (X axis) and time on the 
ordinate (V axis) of each plot. 

A TSH assay was carried out as follows: 




^>Wy vMpuse-monocional-anti-TSH-^ antibody was used to coat iJW) 
'^inclfl^eScis for analyte ca'pture? lfm5e-:mt>noc'lonal^:faiTt x^TSH^ 



10 Antibody was con3ugat^*7with~a^0cal4rn€-Tphosphat-ase-^a«nd-'Used'^as— a^ 

TSH was obtained from Calbiochem, Catalog No. 609396, and 
BSA (type V - fatty acid free) was obtained from Sigma, Catalog 
No. A6003. 

15 The buffer solution used for the analyte and conjugate 

contained 0.1 M Tris-HCl, ImM MgCl2r and 2% by weight BSA 
(pH=7.5) The substrate buffer solution contained 0.1 M Tris, 0.1 
mM MgCl2, 0.1% by weight BSA (pH-9.5), and 3-(2»- 
spiroadamantane ) -4 -methoxy-4- (3"-phosphoryloxy) phenyl-1, 2- 



20 dioxetane «%SSy!i^^^' t'^tfS^ '| | fi l^ (50 
*ig/ml) . 
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PROTOCOL: 



15^1 Of ac^lSH^cpntalmngzanalyt^^^ 



135/11 of ^c^jj3gate~amibody-soluti6n;:C:::Tv 



as:::d«scriBed^bove were added to the solution and~incubated~for^2 
hp«r6--at— 23T« The beads were then washed four tines with 0.1 M 
Tris (pH -= 7.5) and transferred to a reaction tube* ^21DfB?Hr'©f~t:he- 



^ane^-chesirliunlnes'p^t compound used in the substrate buffers 
':solutxoxri3escribed above was added to the ti]£e^^ ;Following an 
incubation period of 20 minutes, light emission was recorded as 
10 ten second counts using a Berthold Cliniltimat Luminescence 
Analyzer. 

An identical TSH assay was also performed with the same 
concentration of substrate in the same buffer without BSA for the 
sake of comparison. As shown in FIG. 1, a plot of the data in 
15 Table II below, the BSA*containing sample (Curve A) showed 

greater luminescence intensity for a given TSH concentration than 
the sample without BSA (Curve B) . 

Table II 

TSH Cancentraticffi lundnesoent Signal (Ocxints/^^ sec x 10"^) 

20 (iIU/ml\ With 0.10% BSA Without BSA 

1 0.48 0.25 

2 1.1 0.49 
4 1.7 1.1 
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The enhancement of acridiniun ester luminescence from an 
anti-TSH-IgG-acridiniiim ester ("AE") conjugate (Ciba-Coming) 
was shovm by means of the following procedure. 

To 50 /il portions of anti-TSH-IgG-AE conjugate containing 30 
mg IgG/ml with 2-3 labels in luminometer tubes there were added 
the amounts of an aqueous solution containing 0.1% BDMQ and 0.01 
mg/ml of fluorescein disodium salt indicated in Table III below. 
Each tube was placed in a Berthold Clinilumat Lxminometer and a 
Itiainescent reaction initiated by injecting 200 /4I of 50 nM 
aqueous sodium hydroxide solution containing 0.05% hydrogen 
peroxide. 

BDKQ/f luorescein-enhanced light emission from the acridinium 
ester, at the 10 and 50 ^1 levels, as compared to the control, is 
shown in Table III and illustrated by the plots of FIG. 2- 



TftM? Ill 



Enhancer 
Concentration. i;l 



Light Intensity 
(10 second integral) 



None (control) 



127,479 



10 



169,753 



50 



188,885 



100 



82,437 
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An assay for alkaline phosphatase was conducted in the 
following manner. 



£ll£££C: 0.05K carbonate, ItM MgCl2 &t pH 9.5 

Substrate : 3 • ( 2 » -Bpiroadanantane ) -4 -methoxy -4 - ( 3 " - 
phosphoryloxy)phenyl-l,2-dioxetane disodium salt at 0.4 nM 
concentration 

Alkaline Phosphatase: stock solution at 1.168 ^g/al in the 
buffer 

Enhanci ng Systems Tested : 

1. Buffer alone, control 

2. Buffer plus 0.1% BSA 

3. Buffer plus 0.1% BSA-fluorescein (BSA to fluorescein 
nolar ratio of 1 to 3) 

4. Buffer plus 0.1% BDMQ 

5. Buffer plus 0.1% BDMQ and fluorescein (0.01 ng of 
fluorescein disodiuxn salt added per al of BDMQ) • 

Serial dilutions of alkaline phosphatase stock solutions were 
made in tubes with final enzyme concentrations of: 
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4.17 X lO^^^M 
8.34 X lO-l^M 
1.67 X 10-^2ji 
3.34 X lO^^^M 



1.67 X 10*^5jj 
8.34 X 10"^^M 
4,17 X 10*"M 
2.09 X 10*"m 



6.68 X 10""m 



1.0 X lO^^^M 



1.34 X lO^^^M 



5.0 X lO'^^M 



3.34 X 10-"m 



2.5 X lO^l^M 



PpOCgpupg; 

Duplicate tvibes at each of the above concentrations of alkaline 
phosphatase also containing 0.4 bK 3-(2»-spiroadainantane)-4- 

inethoxy-4-{3"-phosphoryloxy)phenyl-l,2-dioxetane disodiim salt in 
various enhancing systems were incubated at 30'C. Systems 1, 4 
and 5 were incubated for 20 minutes, while systems 2 and 3 were 
incubated for 80 minutes. 

After incubation, 30 second light integrals vere measured in a 
Turner 20£ Luminometer, and the effect of the enhancers tested on 
the limits of detection of alkaline phosphatase is shown in Table 

IV. 
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10 



Addition 



Concentration of Alkaline 
Phosphatase for 2X 
Background 



Hone 1.0 X 10*"m 

0*1% BSA 9.5 X lO'^l^M 

0.1% BSA: Fluorescein 1.3 x lO^^^M 

0.1% BDMQ 4.0 X lO^^^M 

0.1% BDMQ: Fluorescein 3.4 x lO'^^M 



MiniffluiD Detectable 
Cone, of Alkaline 
Phosphatase 

1.67 X 10-"m (1.12) 
8.34 X 10-l^M (1.06) 
4.17 X 10"^^M (1.04) 
1.00 X lO'^^M (1.07) 
2.09 X lO^^^M (1.06) 



15 



1 Buffer: 0.05 M Carbonate, 1 inK MgCl2, pH « 9.5. 
Temperature: 30 *C. Chemi luminescent compound 
concentration is 0.4 nM. 

2 The number in parentheses is the multiple of background 
at the indicated concentration. 



EXAMPLE 49 

The ability to detect luminescense photographically by means 
of this invention was demonstrated in the following manner. 

COKPONEWTSs 

20 Buffer : O.IM Tris, 1 mM MgCl2 at pH 9.8 prepared with 0.1% 

BSA and vithout BSA, (BSA purchased from Sigma, 
Catalog number A7906). 

34 
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0.05 A^^E^BS^PHB^haiSsP (3.6 X 10"^-' moles) 
purchased from Biozyme Corporation. 



0.45 M pore-size nitrocelltslose. 



5 



3- (2 **spirDada]nantane)-4-nethoxy*4- (3**- 
phospboryloxy)phenyl-l,2-dioxetane disodiuiD salt 



at 0.08 &M concentration. 



EESIOCOL: 

^EnzySe~s^Iutt©ir^ws^pot^ — ^ 
Subsequently, the nenbrane was blocked with 2.5% dry milk solids 
10 and 1% fish gelatin in phosphate buffered saline at pH 7.3. The 
blocked membrane was washed with the substrate solution in 
buffers containing no BSA, and with BSA. 

The membrane was placed in a camera Imdnometer and 10 minute 
exposures were recorded on Type 612 Polaroid Black and White 
15 Instant Film« Reproductions of the photographs obtained appear 
as FIGS. 7 and 8« 

The above discussion of this invention is directed primarily 
to preferred embodiments and practices thereof. It will be 

35 
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readily apparent to those skilled in the art that further changes 
and modifications in the actual isplesientations of the concepts 
described herein can easily be Bade without departing from the 
spirit and scope of the invention as defined by the following 
claims. 
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WE CIAIH: 

1. In a process carried out in aqueous medium in 
which electromagnetic energy released by the decomposition of 
a chemiluminescent chemical compound is detected to determine 
the presence, concentration or structure of an analyte, the 
improvement comprising carrying out the process in the 
presence of an amount of a water soluble substance sufficient 
to enhance the intensity of the released detectable energy as 
compared to the intensity of the detectable energy released 
in the absence of the enchancer substance. 

2. The process of claim 1 in which the 
chemiluminescent chemical compound's decomposition results in 
the formation of a light-emitting fluorophore. 

3. The process of claim 2 in which the enhancer 
substance has the ability to inhibit the fluorophore from 
releasing energy through non-light emitting pathways. 

4. The process of claim 3 in which the enhancer 
substance comprises a naturally-occurring or synthetic 
raacromolecular substance that can provide a hydrophobic 
microenvironment for the fluorophore. 

5. The process of claim 4 in which the enhancer 
substance comprises a naturally-occurring raacromolecular 
substance. 

6. The process of claim 5 in which the 
macromolecular substance is a globular protein that includes 

hydrophobic regions. 

7. The process of claim 6 in which the globular 
protein is a mammalian serum albumin. 
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8. The process of claim 4 in which the enhancer 
substance comprises a synthetic macromolecular substance. 
^9^— — -^e'-^^'Olijess or cxaim 8 in wKicti— the ^ 
^maer-omolec ula^r—^i^bstratice-^ctrmp^ 



gua-tHM-na^y— ammonium salt. 



l-Q-i — Tfa'e-t>^^0ce s ^ u l cl3Tm"^^^^^iyhxc1i^t^e"cn33iternary 
^ammonium-_sal:t--^ts-a-poi-ytvtn"ylar^ ammonium saltTT^ 

11. The process of claim 10 in which the 
poly (vinylaryl quaternary ammonium salt) is 

poly ( vinylbenzyltrimethylammonium chloride) . 

12. The process of claim 10 in which the 
poly (vinylaryl quaternary ammonium salt) is 

poly [vinylbenzyl- (benzyldimethylammonium chloride)] . 

13. The process of any one of the preceding claims 
in which the chemiluminescent chemical compound is a 
thermally, chemically^ electrochemically or enzymatically 
cleavable 1,2-dioxetane, acridinium ester, lucigenin or 
lucifer in . 



r4^EEiTh^e-ip'rb'cess--6S— <Dla-f^^ the 
che mdTl-am4negce tii^efrem±c:a'l^^ 

15. The process of claim 14 in which the 
lr2-dioxetane is enzymatically cleavable. 

16. The process of claim 15 in which the 
1,2-dioxetane is a 3- (2 '-spiroadamantane)-4-methoxy- 
(3"-phosphoryloxy) phenyl-1, 2-dioxetane salt. 
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17. The process of any one of the preceeding 
claims carried out in the presence of an auxiliary 
fluorophore extraneous to the energy-emitting fluorophore 
produced by the decomposition of the chemiluminescent 
chemical compound and capable of accepting energy from said 
fluorophore to emit in turn detectable energy* 

18. The process of claim 17 in which the auxiliary 
fluorophore is admixed with the chemiluminescent chemical 
compound and the enhancer substance, 

19. The process of claim 17 in which the auxiliary 
fluorophore is bonded to the portion of the chemiluminescent 
compound that, upon decomposition , produces the 
energy-emitting fluorophore. 

20. The process of any one of claims 17-19 in 
which the auxiliary fluorophore is a fluorescein. 

21. The process of claim 17 in which the auxiliary 
fluorophore is bonded to the enchancer substance. 

22. The process of claim 21 in which the auxiliary 
fluorophore is a derivatized fluorescein capable of 
establishing a covalent bond with the enhancer substance. 

23. The process of any one of the preceding claims 
in which the process carried out is at::s?feespisfet:^:z3SS!^^ 

24. The process of any one of claims 1-22 in which 
the process carried out is a ^iUK33^ -c>-acid^x.pi>-e^ 
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25. An aqueous composition comprising a 
chemiluminescent chemical compound as defined in any one of 
the preceding claims r capable of decomposing to release 
electromagnetic energy detectable to determine the presence, 
concentration or structure of an analyte and an amount of a 
water soluble substance as defined in any one of the 
preceding claims , sufficient to enhance the intensity of the 
released detectable energy as compared to the intensity of 
the detectable energy released in the absence of the enhancer 
substance. 

26. The composition of claim 25 which also 
contains an auxiliary fluorophore as defined in any one of 
claims 17-22, extraneous to the energy-emitting fluorophore 
produced by the decomposition of the chemiluminescent 
chemical compound and capable of accepting energy from said 
fluorophore to in turn emit detectable energy. 
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